ABSTRACT Aims/Introduction: Resting energy expenditure was associated with a serum bone turnover marker in postmenopausal women with type 2 diabetes (T2DMPW) in the present cross-sectional study. To clarify the fundamental pathological factor for the correlation of bone metabolism and basal metabolism in type 2 diabetes, a 6-month prospective follow-up study was carried out with supplementation of vitamin D. 
INTRODUCTION
Diabetes mellitus is a risk factor for osteoporosis, and the physiological manifestations of osteoporosis are different between patients with type 1 and type 2 diabetes mellitus 1 . Bone mineral density (BMD) is not a suitable marker for the diagnosis of osteoporosis in patients with type 2 diabetes mellitus [2] [3] [4] . Candidate markers of osteoporosis in type 2 diabetes mellitus include those of bone metabolism, such as serum or urine levels of products resulting from bone tusrnover 5 . Among many biochemical markers of bone turnover, carboxy-terminal collagen crosslinks-1 (CTX-1), a marker of bone resorption, and procollagen type 1 N-terminal propeptide (P1NP), a marker of bone formation, are collagen markers that are expected to reflect early changes in bone turnover 6 . In our previous study, we reported a positive association between basal metabolism and bone turnover using these bone metabolic markers, and we also observed a close correlation between serum 25-hydroxyvitamin D (25[OH] D) levels and the respiratory quotient (RQ), an energy source index, in postmenopausal women with type 2 diabetes mellitus 7 . Bone and blood glucose metabolism are thought to be closely related 8 , and this hypothesis is supported by physiological studies that reveal decreased bone turnover with high blood glucose levels in patients with diabetes mellitus 7, 9 . These findings suggest that low basal metabolism might be a risk factor for osteoporosis.
Vitamin D is an important factor involved in both bone and basal metabolism [10] [11] [12] . A study by Suzuki et al. showed that more than half of patients with type 2 diabetes mellitus had low 25(OH)D levels (≤20 ng/mL) 13 , accompanied by a relatively high insulin requirement. However, vitamin D activation was shown to be reduced in a diabetic rat model 14, 15 . Furthermore, vitamin D supplementation was shown to ameliorate hypoinsulinemia and hyperglycemia in a diabetic rat model 16 . In contrast, low vitamin D levels have been shown to be associated with an increased incidence of metabolic disease and type 2 diabetes mellitus [17] [18] [19] . However, the effects of vitamin D supplementation with regard to type 2 diabetes mellitus prevention and improved blood glucose control have been inconsistent [20] [21] [22] [23] [24] . In our previous study, patients with low vitamin D levels also showed a low C-peptide immunoreactivity (CPR) level 7 . Vitamin D level and insulin sensitivity are novel predictors of the resting energy expenditure (REE) in healthy controls 12 ; therefore, vitamin D level might affect basal metabolism as well as bone metabolism.
In the present prospective study of postmenopausal women with type 2 diabetes mellitus, which follows our previous crosssectional study 7 , we show that restoration of normal vitamin D levels is important for maintaining the normal correlation between energy and bone metabolism.
METHODS

Participants
The study design is shown in Figure 1 . A total of 56 postmenopausal Japanese women (aged >50 years) with type 2 diabetes mellitus were initially enrolled in the study 7 . Of these, 10 patients were excluded based on a history of dietary supplement intake or a positive glutamic acid decarboxylase antibody test result. The remaining 46 patients did not show signs of complications, overt proteinuria or symptoms of major diseases other than hypertension, dyslipidemia and mild obesity (body mass index ≤30 kg/m 2 ). No patient had received hormonal drugs, including for thyroid diseases. They underwent an examination, the results of which were set as the baseline (0 months). The first examination was carried out in spring (March-May), and the second examination followed in autumn (September-November; 6 months). None of the patients changed their oral hypoglycemic agents during the observational period.
Half of the patients had serum 25(OH)D levels of ≤20 ng/ dL, and one-third of the patients had a comparatively lower bone mineral density (BMD). A total of 23 patients with a low vitamin D level (25[OH] D ≤ 20 ng/mL) were instructed to take vitamin D from their diets and not to avoid sunlight, in order to boost their vitamin D levels. Vitamin D activation is supposed to be reduced in diabetes patients; therefore, among patients with low vitamin D levels, 15 patients with low BMD (T-score ≤-2.5) were prescribed alfacalcidol at a dose of 0.25-0.50 lg/day between the first examination and the 6-month reexamination. Out of 23 patients who had serum 25(OH)D levels >20 ng/mL, two patients were withdrawn during the course of the study: one changed her physician in charge owing to social circumstances, and the other as a result of an incidental detection of thyroid carcinoma. Ultimately, 44 patients completed the 6-month examination.
Written informed consent was obtained from all patients before their participation in the study. This study was approved by the ethics committee of the Tokyo Women's Medical University (IRB number: 2396).
Measurements
To evaluate orthostatic hypotension, clinical blood pressure was measured within a 3-min interval, with the patient in both the supine and standing positions. Blood samples were collected after a 10-h overnight fast and were used for all the tests carried out in the present study. Serum CPR was calculated by a chemiluminescent enzyme immunoassay (Fujirebio Inc., Tokyo, Japan), and serum 25(OH)D was calculated by a double antibody radioimmunoassay (DiaSorin Inc., Stillwater, Minnesota, USA). Serum levels of P1NP and CTX-1 were measured at Roche Diagnostics (Tokyo, Japan) in a blinded manner. Serum levels of intact parathyroid hormone, 25(OH) D, calcium and phosphate were evaluated at the Diabetes Center, Tokyo Women's Medical University, Tokyo, Japan, using aliquots of the same serum samples. General serum tests were also carried out to measure levels of aspartate transaminase, alanine transaminase, cholesterol, triglycerides and creatinine. Microalbumin content in the patients' first morning urine samples was quantified to evaluate complications. Motor and sensory nerve conduction velocities were calculated using the Neuropack X1 system (Nihon Kohden, Tokyo, Japan). The R-R interval was calculated as the maximum difference in pulses/min under deep breathing conditions. A questionnaire to determine lifestyle momentum was provided to the participants.
Body composition was calculated by the impedance method using a body composition analyzer (Tanita, Tokyo, Japan). REE and RQ were calculated over a 20-min period by respiratory gas analysis in a thermoneutral environment (25°C) using Vmax Spectra indirect calorimetry (Cardinal Health, Dublin, Ohio, USA). A diagnosis of retinopathy was recorded within the 6 months before the patient's participation in the present study. BMD was evaluated using dual-energy X-ray absorptiometry (Hologic, Bedford, Massachusetts, USA) at the non-dominant distal radius, and the BMD T-score was calculated.
Statistical analysis
The results are expressed as means -SD. All analyses were carried out using SPSS software (version 21 -test (with or without habit of exercise). To evaluate the relationship between basal metabolism and bone metabolism, various factors were subjected to a correlation analysis. Each pair of variables that showed a significant correlation was subjected to a regression analysis, and all coefficients of determination were adjusted (r 2 ). The standardized partial regression coefficient was denoted as b. Differences were considered statistically significant at a two-side P-value of <0.05.
RESULTS
Vitamin D levels
The baseline characteristics of the participants were reported previously 7 . The characteristics at the end of the study (at 6 months) are listed in Table 1 . The mean serum 25(OH)D levels were 21.4 -7.6 ng/mL at 0 months, and 20.4 -6.3 ng/mL at 6 months. A total of 21 participants had a serum 25(OH)D level of <20 ng/mL at the start of the observation period. During the study period, the 25(OH)D level increased in 25 patients and decreased in 19 patients, with high variability (average 0.09 -6.3 ng/mL) in 25(OH)D levels. In addition, density; BMI, body mass index; BP, blood pressure; Ca, calcium; CPR, C-peptide immunoreactivity; CTX-1, carboxy-terminal collagen crosslinks-1; DPPIV-I; dipeptidyl peptidase-IV inhibitor; Hb1Ac, glycated hemoglobin; HDL, high-density lipoprotein; iPTH, intact parathyroid hormone; LDL, low-density lipoprotein; MCV, motor nerve velocity; OHA, oral hypoglycemic agent; P, phosphate; P1NP, procollagen type 1 N-terminal propeptide; REE, resting energy expenditure; SCV, sensory nerve velocity; SU, sulfonylurea.
13 of the patients whose 25(OH)D levels increased had taken alfacalcidol. The characteristics of the participants whose 25 (OH)D levels had either increased or decreased at 6 months are summarized in Table 2 . Participants with low levels of 25 (OH)D had significantly lower CPR levels than did those with normal levels of 25(OH)D at 0 months, as described previously 7 . These patients were advised to increase their vitamin D levels by diet, ultraviolet (UV) exposure and/or alfacalcidol administration; as a result, the serum CPR levels were lower (1.43 -0.6 and 1.86 -0.8 ng/mL with increasing or decreasing 25(OH)D levels, respectively; P < 0.01), and serum phosphate levels were slightly elevated in patients with increasing 25(OH)D levels (3.62 -0.1 and 3.58 -0.1 mg/dL with increasing and decreasing 25(OH)D, respectively; P < 0.05). After the observation period, serum 25(OH)D levels were low (<20 ng/mL) in 21 participants, and >20 ng/mL in 23 participants. Serum CPR levels were generally lower in participants with low 25(OH)D levels (1.59 -0.9 ng/mL) than they were in participants with serum 25(OH)D > 20 ng/mL (1.64 -0.8 ng/mL); however, the difference was not significant.
Basal metabolism and Bone metabolism
The results of a regression analysis of basal metabolism and bone metabolism that showed a significant correlation are summarized in Table 3 
DISCUSSION
Serum biochemical markers of bone turnover (for both formation and resorption) are accurate predictors of osteoporosis or osteopenia in women 25 .
In the present study, we observed correlations between the P1NP (bone formation marker) and CTX-1 levels (bone resorption marker) ratio (P1NP/CTX-1), which was expected to reflect an early change in bone turnover with REE and P1NP/CTX-1, as well as a further change in REE during the observational period (Figure 2a,b) . Accordingly, an association of bone metabolism with basal metabolism was consistently observed at the 6-month follow up. In contrast, no such association was observed when REE was estimated using the Harris-Benedict equation. Therefore, a correct evaluation of basal metabolism through indirect calorimetry is important.
We further considered that a factor other than fat mass or bodyweight (which will influence the Harris-Benedict equation) might underlie the relationship between basal and bone metabolism. One candidate factor is vitamin D, which plays an important role in both bone and basal metabolism 10, 12 . Patients with type 2 diabetes mellitus and metabolic syndrome were reported to have low vitamin D levels [26] [27] [28] . The frequency of vitamin D deficiency in our subjects at the beginning of the trial was similar (50%) to that reported in a previous Japanese study 13 . The low vitamin D level possibly affected the present results; therefore, according to our hypothesis, guidance on diet to increase the intake of vitamin D and UV exposure or supplementation with alfacalcidol for patients with low vitamin D levels (serum 25 [OH]D < 20 ng/mL) was implemented. The participation of all patients began in spring (March-May), and the observation period ended in autumn (September-November). The summer season was selected as the observation period in this study, as in the northern hemisphere vitamin D is easily activated in summer because of UV exposure 29 . We set the observation period for summer in anticipation of increased vitamin D levels; unfortunately, patients with 25(OH)D levels >20 ng/mL at baseline, who did not receive instructions for vitamin D supplementation, showed decreased 25(OH)D levels after the observation period (Table 2) . Therefore, the average 25(OH)D levels were almost identical before and after the partial interventions. One reason is the tendency of Japanese women to believe that UV exposure can cause skin problems; therefore, they avoid UV exposure by using UV-blocking cosmetics or a sunshade. A second possible reason is that the summer in Tokyo has become very hot and humid. Heat stroke has recently been noted as a public problem in Japan, especially in older people. People have generally been instructed to avoid outdoor exercise during the day in the summer, and to instead exercise indoors or outdoors in the early morning or late evening. Thus, UV exposure has consequently been low. Participants with low serum 25(OH)D levels were instructed to take vitamin D from natural food sources along with UV exposure. The participants who were given those instructions increased their 25(OH)D levels. Although the amount of time spent outdoors was not examined, we set the observation period for almost the same time to exclude seasonal effects. Neither participants with nor without increasing serum 25(OH)D levels showed any differences in other measurements, except for the serum CPR level (0.43 ng/mL) and a minimal change in the phosphate level (-0.04 mg/dL; Table 2 ), which was considered to be as a result of the vitamin D deficiency at baseline. A total of 57% of the participants in the increased vitamin D group had low 25(OH)D levels (<20 ng/mL), and also low serum CPR levels at the start of the observation period (CPR levels were 1.29 -0.59 and 1.98 -0.6 ng/mL in participants whose 25 [OH]D level were <20 ng/mL [n = 22] and >20 ng/mL [n = 22], respectively). It was consistent with other reports that vitamin D deficiency was associated with a deficiency of insulin secretion 30, 31 . Consequently, participants with serum 25(OH)D levels ≤20 ng/mL showed lower serum CPR levels than did participants with serum 25(OH)D levels >20 ng/mL after the observation period, although not to a significant degree. This finding suggests that a continuous intervention to maintain vitamin D levels is important for all postmenopausal women with type 2 diabetes, regardless of the season or their 25(OH)D level. In addition, this result also suggests that insulin secretion is not directly activated by 25(OH)D in patients with type 2 diabetes mellitus, at least during a period of 6 months. The amount of exercise the patients carried out, which was evaluated using the lifestyle questionnaire, did not considerably change during the observation period; however, 60% of patients showed an increase in REE over the baseline level (Table 1 ). All patients had been regularly instructed on how to manage their diet and exercise for diabetes therapy. It was particularly effective to educate them at the beginning of the trial that exercise with UV exposure ensured an increase in vitamin D production and activation, because Japanese women tend to excessively avoid sun exposure. This result also shows that education for blood glucose control with retention of vitamin D is important for patients with type 2 diabetes mellitus. Although ; it is therefore possible that alfacalcidol treatment led to an increase in activity, although this change was not significant. Vitamin D supplementation was shown to ameliorate deoxyribonucleic acid damage in the liver and pancreas in a diabetic rat model by restoring a glucose utilization pathway 33 ; however, other physiological reports of patients with type 2 diabetes mellitus who received vitamin D interventions also failed to reproduce the results from animal models 11, [34] [35] [36] [37] . The long-term maintenance of adequate vitamin D levels 38 or supplementation during an early stage of b-cell damage might be necessary to improve their ability to utilize glucose.
Considering the change in vitamin D level as an important factor, the association between the changes in bone and basal metabolism (DP1NP/CTX-1 and DREE) was strong (high b-value), and therefore significant in patients receiving alfacalcidol and those with increased 25(OH)D levels ( Figure 2b ; dotted lines). In contrast, no such correlation was observed in patients with decreased 25(OH)D levels during this period. Participants who took alfacalcidol were chosen because they had both low 25(OH)D levels and low BMD; therefore, the low serum 25 (OH)D level in these participants had likely been ongoing for a long time before this intervention. As vitamin D activation was reduced in patients with diabetes mellitus 14, 15, 39 , taking activated vitamin D, even low-dose alfacalcidol, might be effective with taking natural vitamin D. The present data show that alfacalcidol affected the relationship with the effect of naturally increased vitamin D additively. Alfacalcidol does not affect serum 25(OH)D levels. Therefore, this unexpected result led us to hypothesize that vitamin D supplementation might be necessary for a normal association between basal and bone metabolism in postmenopausal diabetes patients with low vitamin D levels. Although it is possible that lifestyle changes could have affected the result, these data suggest that vitamin D itself affected the relationship between basal and bone metabolism. These data also show that vitamin D could be a key regulator of the correlation between basal and bone metabolism.
An increase in the vitamin D level is thought to influence REE; however, a direct correlation between serum 25(OH)D level and REE was not found in the present study. Consistent with our previous report of the baseline data 7 , RQ was correlated with the vitamin D level after the study intervention (Figure 2c) . RQ reflects the inner respiratory function, decreases with lipid utilization and increases with glucose utilization [40] [41] [42] . Therefore, vitamin D might have enhanced glucose utilization in the present participants. Vitamin D is thought to improve insulin sensitivity, insulin secretion and lipid metabolism 16, [43] [44] [45] ; however, the present data from the serum analyses did not show such improvements. In contrast, the DRQ correlated with the average glycated hemoglobin level during the observation period in patients receiving alfacalcidol and those with increased 25 [OH]D levels (Figure 2d ). The association of blood glucose control with RQ after an intervention with vitamin D supplementation (Figure 2d ; fine dotted line) provided further support for the effect of vitamin D on metabolism in patients with type 2 diabetes mellitus.
Although vitamin D is thought to affect bone resorption during bone turnover [46] [47] [48] , the present data showed a positive relationship between 25(OH)D and P1NP, a marker of bone formation, in postmenopausal women with type 2 diabetes mellitus (Figure 2e ). This correlation was prominent in patients taking alfacalcidol, similar to the relationship between P1NP/ CTX-1 and REE. In ovariectomized mouse model studies, eldecalcitol, a vitamin D analog, was found to use a different mode of action that depends on the original phase of bone turnover. Eldecalcitol mainly affected the suppression of bone resorption during the high bone turnover phase, but it also increased bone formation in the low bone turnover phase 49, 50 . In addition, alfacalcidol has been shown to enhance the collagen quality in an ovariectomized rat model 51 . P1NP is a protein that reflects bone formation in collagen 52 . Therefore, the effectiveness of vitamin D with regard to increasing P1NP in postmenopausal women with type 2 diabetes mellitus and low bone turnover is consistent with data from previous animal studies.
Although the present study had a small number of participants, the inclusion criteria and observation season were strict when compared with those of other studies. Again, we confirmed an association between basal metabolism and bone metabolism. Vitamin D level was also closely related to bone mass 53 , and has been reported to be a determinant of basal metabolism 12 . Findings from our prospective partial intervention study suggested that vitamin D might play an important role, directly or indirectly, in a positive relationship between basal metabolism and bone metabolism. A low vitamin D level is a risk factor for fracture in postmenopausal women 54 . Therefore, the importance of vitamin D should be emphasized for postmenopausal women, especially those with type 2 diabetes mellitus. The present data also show that continuous interventions of vitamin D are necessary to restore vitamin D levels in patients at a high risk of fracture.
In conclusion, vitamin D is an important component in the control of RQ through glucose utilization, and therefore plays a critical role in the positive relationship between basal and bone metabolism. Vitamin D levels decrease easily, and so it is important for clinicians to provide continuous instruction regarding vitamin D restoration and supplementation to postmenopausal women with diabetes mellitus.
